02/23/05 TCD 16:09 FAX 51528S133S 



MCKEE VOORHEES & SEASE 



©004 



Amendments to the Claims 

Claims M3 (Cancelled) 

Claim 14 (Currenily amended): A method of assaying for protease activity inside a cell, 
comprising: 

measuring an initial fluorescence activity in said cell to establish a baseline: 
introducing into frsaid c ell a nucleic acid construct having a sequence encoding a chimeric 
protein comprising an amino terminal portion of a green fluorescent reporter protein 
operably linked to a se rin e prot e as e subotrat e s e quonce followod by a sequence encoding 
a protease substrate followed by a sequence encoding a carboxyl tenninal portion of the 
green fluorescent reporter protein /j e xpr ess ing th e s e rine proteas e substrat e s e quenc e- in 
tho prooonco of a protQao Q whedrcin-the-presence of a peptide bond between an amino^ = 
terminal portion and a carboxvl'terminal portion of said protease substrate sequence is 
essential to generate or maintain fluorescence of said chimeric protein : and 
detecting using fluorosc e nc e activat e d cell soning (FACS) a chango in quenching of fluorosconcc 
by cloavago in oaid oerine prot e aa e substrate soquonoa, - whofpin tho ohongo in quonohing 
iQ on indioQtion of proteaoe activit vm easuring a change in the fluorescence activity caused 
by proteolytic cleavage of said chimeric protein in said cell . 

Claims 15-29 (Cancelled) 

Claim 30 (Currently amended): A method of assaying for proteolytic cleavage of a serine 
protease substrate inside a cell, comprising: 

measuring an initial fluorescence activity in said cell to estabUsh a baseline; 

introducing into a -said c ell a nucleic acid construct having a sequence encoding a chimeric 
protein comprising an amino terminal portion of a green fluorescent reporter protein 
operably linked to a sequence encoding a serine protease substrate sequence followed by 
a sequence encoding a carboxyl terminal portion of a green fluorescent reporter protein, 
wherei n wh e n said substrat e sequ e nc e is cleaved, an incr e as e in fluoresc e nce is produced; 
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expressing paid cubotrato Goqu e nc e in th e presenc e of a sorine proteas e the presence of a peptide 
bond between an amino terminal portion and a carbox vl-tenninal portion of said serine 
protease substrate sequence is essential to generate or maintain fluorescence of said 
chimeric protein: and 

dctooting on inofooflo in fluoresc e nt s ignal produced from protool>tio cl e avage of said subotrato 
seauenc e m easuring a change in the fluorescence activity caused bv Droteolvtic cleavage 
of said chimeric protein in said cell . 

Claim 31 (New): The method of claim 30 wherein said serine protease substrate 

sequence is a NS3/4A serine protease substrate sequence. 

Claim 32 (New): The method of claim 30 wherein said serine protease is a NS3/4A serine 
protease. 

Claim 33 (New): The method of claim 33 wherein said NS3/4A serine protease is a mutant 
NS3/4A protease having a serine converted to a glycine. 
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